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circumscribes the targeted region. PCR amplifications (2 min at 50°C, 10 min at 
95°C; 40 cycles: 15 sec at 95°C, 1 min at 60°C) were done in 25 pi reactions 
using 50 ng of template cDNA, 900 nM of each forward and reverse primers and 
250 nM of TaqMan probe (See Table 3 of Exhibit G). Quantitative analysis was 
done with RQ Study software provided by Applied BioSystera A endogenous 
internal control (GAPDH) was also concommitently reverse transcripted and 
amplified in all samples for data normalization . 

b. SyBrGreen qPCR approach (for KITLG gene) 

Briefly.reverse transcription was performed on 250 ng of cell total RNA 
with Transcriptor, random primer p(dN)6 and dNTPs (Roche Diagnostics, Laval, 
QC, Canada) and porcine RNAguard (Amersham) as recommended by the 
manufacturer. All real-time PCR reactions were done on a 7500 ABI apparatus 
(Applied Biosystems, Foster City, CA) with Power SYBR Green master mix 
(Applied Biosystems Canada, Streetsville, ON, Canada). PCR amplifications (10 
min at 95°C; 50 cycles: 15 sec at 95°C, 30 sec at 60°C, 31 sec at 72°C; melting 
curve: 15 sec at 95°C, 60 sec at 60°C; 1°C/min temperature gradient, 15 sec at 
95°C) were performed in 10 ul reactions using 10 ng of template cDNA and 200 
nM of each forward and reverse primer (see Table 2 of Exhibit C). Normalization 
factor was calculated using geometric mean mRNA level of PSMC4 and 
RPL13A. 

Results 



Table. qPCR value relative to LF (lipofectamine only) as calibrant set at 1 



GENE 


Oligonucleotides-. 


t L- mean - 


S; mean > * 


. Ratio! mean/S mean 


DNMT3B 


LF 


1 


1 


1 




Toss 


0,274 


2,2995 


0.119 




As 


0,498 


2,0115 


0.247 




A1Casp8-4 


0,98 


0,9885 


0.991 


C11orf 17 


LF 


1 


1 


1 




Toss 


0,3355 


1,5605 


0.215 




As 


0,7975 


1,605 


0.4969 




A1Casp8-4 


0,909 


0,9115 


0,997 


BMP4 


LF 


1 


1 


1 




Toss 


0,7505 


1,6765 


0.448 




As 


0,7875 


1.1215 


0.702 




A1Casp8-4 


1,0375 


1,0595 


0,979 


CHEK2 


LF 


1 


1 


1 




Toss 


0,5615 


1,6365 


0.343 




As 


0,993 


1.08 


0,919 




A1Casp8-4 


1,0555 


0,965 


1,094 


FGFR1 


LF 


1 


1 


1 




Toss 


0,343 


1,587 


0,216 




As 


0.4715 


1,375 


0,3429 
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A1Casp8-4 


1,05 


1,0175 


1,032 


KITLG 


LF 


1 


1 


1 




Toss 


0,4 


3,14 


0,127 




As 


0,75 


1,24 


0,6051 




TOSSAIIStar 


0,78 


1,07 


0,729 



mean and S mean values are the combination of three independent 
experiments 



As shown in the Table above, tailed oligos (TOSS) that hybridize in the 
alternative exon near a 5' splice site and bind to a protein moiety are more 
efficient at inhibiting exon inclusion than oligos with no tail (As or classical 
antisens oligonucleotide) or oligos with tails that do not hybridize to the targeted 
exon (TOSS Allstar or A1Casp84). The activity of each oligo is compared to LF 
(no oligo transfected; lipofectamine only; given an arbitrary value of 1). Exon 
inclusion was examined by monitoring the abundance of the long (exon included) 
and short (exon excluded) isoforms independently by quantitative real-time RT- 
PCR (qRT-PCR). Oligos that are more efficient at inhibiting exon inclusion 
decrease the long isoform and/or increase the short isoform of the mRNA, 
thereby overall decreasing the ratio L mean/S mean. Thus, in all cases, TOSS 
oligos produce a global shift in favor of the short isoform that is better than the As 
oligos. These result also indicate that the TOSS oligonucleotides do not act by 
depleting a factor (e.g., the hnRNP A1 protein) because control TOSS oligos 
essentially have no activity (A1Casp8-4 is a tailed oligo that hybridizes to another 
gene whereas TOSS AHStar has a scramble region that does not hybridize to 
anything known). 
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